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Abstract

Objectives Chronic inorganic arsenic (iAs) exposure
currently affects tens of millions of people worldwide. To
accurately determine the proportion of urinary arsenic
metabolites in residents continuously exposed to iAs, we
performed arsenic speciation analysis of the urine of these
individuals and determined whether a correlation exists
between the concentration of iAs in drinking water and the
urinary arsenic species content.

Methods The subjects were 165 married couples who had
lived in the Pabna District in Bangladesh for more than
5 years. Arsenic species were measured using high-per-
formance liquid chromatography and inductively coupled
plasma mass spectrometry.

Results  The median iAs concentration in drinking water
was 55 ugAs/L. (range <0.5-332 ugAs/L). Speciation
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analysis revealed the presence of arsenite, arsenate, mo-
nomethylarsonic acid (MMA), and dimethylarsinic acid in
urine samples with medians (range) of 16.8 (7.7-32.3), 1.8
(<0.5-3.3), 13.7 (5.6-25.0), and 88.6 ngAs/L. (47.9-
153.4 pgAs/L), respectively. No arsenobetaine or arse-
nocholine was detected. The concentrations of the 4 urinary
arsenic species were significantly and linearly related to
each other. The urinary concentrations of total arsenic and
each species were significantly correlated with the iAs
concentration of drinking water.

Conclusions All urinary arsenic species are well corre-
lated with each other and with iAs in drinking water. The
most significant linear relationship existed between the iAs
concentration in drinking water and urinary iAs + MMA
concentration. From these results, combined with the
effects of seafood ingestion, the best biomarker of iAs
exposure is urinary iAs + MMA concentration.

Keywords Arsenic - HPLC-ICP-MS - Speciation
analysis - Urine - Drinking water

Introduction

In Bangladesh, the United Nations International Children’s
Emergency Fund (UNICEF) and other nongovernmental
organizations encouraged a massive shift from drinking
microbially contaminated surface water to groundwater
accessed by tube wells to reduce infant mortality associated
with diarrheal diseases in the 1960s. In the 1990s, it was
discovered that roughly one-half of these wells contained
high concentrations of arsenic [1, 2]. Since then, many
epidemiological studies have been conducted. We previ-
ously reported the relationship between inorganic arsenic
(iAs) concentrations in well water and the total urinary
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arsenic concentrations of residents living in the Pabna
District of Bangladesh—an area in which groundwater is
contaminated by arsenic—to examine the effectiveness of
the arsenic mitigation program [3]. We found that green-
marked wells, which the Bangladesh government regards
as safe, are not always safe.

The International Agency for Research on Cancer (IARC)
concludes that there is sufficient epidemiological evidence
for the toxicity of iAs in humans such as carcinogenicity of
the lungs, skin, and urinary bladder [4]. Methylation of iAs
to monomethylarsonic acid (MMA) and dimethylarsinic acid
(DMA) has been demonstrated in humans and several
mammalian species [5]. These metabolites are less reactive
in tissue constituents than iAs and are readily excreted in
urine. However, reactive intermediates of trivalent MMA
and DMA (MMA™ and DMA™) produced in iAs metabolic
processing in mammals may be responsible for the observed
carcinogenic effects [6-9]. Therefore, in 2010, the IARC
classified MMA and DMA as group 2B compounds, and
arsenobetaine (AsBe) and other organic arsenic compounds
that are not metabolized in humans as group 3 compounds
[10]. Since toxicities of arsenic-based compounds vary
greatly due to their different chemical configurations, rela-
tive proportions of urinary metabolites of iAs have been
identified as potential biomarkers of susceptibility to iAs
toxicity [5, 11-13]. Recently, chemical speciation analysis
using high-performance liquid chromatography with induc-
tively coupled plasma mass spectrometry (HPLC-ICP-MS)
has been used to monitor iAs exposure. Because HPL.C-ICP-
MS analysis can determine whether subjects have ingested
seafood and the presence or absence of arsenic metabolites
more precisely than hydride generation atomic absorption
spectrophotometry (HG-AAS), HPLC-ICP-MS is indispens-
able for biological monitoring of residents exposed to iAs.

Speciation analysis of urinary arsenic has been con-
ducted among populations who drink arsenic-polluted
water [14-16]; however, the relationships between each
urinary arsenic species are not reported. To accurately
determine the proportions of urinary arsenic metabolites of
individuals continuously exposed to iAs, we performed
arsenic speciation analysis of the urine of residents drink-
ing iAs-contaminated water who do not ingest organic
arsenic from seafood. We used HPLC-ICP-MS to examine
the relationships between urinary arsenic speciation levels
and 1As concentrations in drinking water.

Materials and methods
Subjects

The subjects were residents of 17 villages in the Pabna
District in Bangladesh, which is located northwest of the
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capital city of Dhaka [3]. Inhabitants of these villages are
entirely dependent on the water supplies of tube wells that
were installed by individual households, the government,
or nongovernmental organizations. Subjects were chosen
from volunteers gathered through community recruitment
in this area. We recruited families that had lived in the area
for at least 5 years before recruitment in which the husband
had not engaged in seasonal or long-term migratory jobs.
Of the families satisfying these entry criteria, approxi-
mately one-third of the families in the study area were
enrolled. The subjects included 330 residents (165 married
couples; 165 males and 165 females) who did not cus-
tomarily eat seafood. Their profiles are shown in Table 1.
Informed consent was obtained from the subjects. The
study protocol was approved by the Ethics Committee of
Osaka City University Graduate School of Medicine. After
the field procedure was discussed, the Civil Surgeon’s
office of Pabna District gave permission for research
activity in this area. Drinking water concentration is
expressed according to the well water concentration for
each subject used. When a subject drank water from 2
different wells, the average concentration was used.
Water and urine samples were collected in the mornings
between May and July 2005 and kept frozen at —20°C at a
laboratory in Bangladesh and at —80°C at a laboratory in
Japan.

Chemicals

Sodium arsenite (AsIII), sodium arsenate (AsV), MMA,
and AsBe were purchased from Wako Pure Chemical
Industries (Osaka, Japan). DMA, trimethylarsine oxide
(TMAO), and arsenocholine (AsCho) were obtained from
Tri Chemical Laboratory (Yamanashi, Japan). Germanium
standard solution (Kanto Chemical, Tokyo, Japan) was
used as an internal standard. HNO; (Tama Chemicals,
Tokyo, Japan), NH4;NO; (Wako Pure Chemical, Osaka,
Japan), and 2,6-pyridinedicarboxylic acid (Tokyo Kasei
Industry, Tokyo, Japan) were used for the HPLC mobile
phase. Ultrapure water for analysis was prepared using a
Milli-Q Element A-10 with a Quantum ICP cartridge
(Millipore Japan, Tokyo, Japan).

Analytical conditions

Untreated water samples were obtained and analyzed using
ICP-MS as described in our previous report [3].

Total arsenic in urine samples was quantified using an
Elan DRCII ICP-MS (PerkinElmer SCIEX, Concord, ON,
Canada) under the following conditions: radiofrequency
(RF) power 1300 W, gas flow—plasma 15 L/min, auxil-
iary flow 1.2 L/min, nebulizer flow 1.0 L/min, with plati-
num sample and skimmer cones. The dynamic reaction cell
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Tablevl l?ism'.bun:on of age, Age BMI iAs in drinking Urinary =~ Urinary  Urinary Urinary
nglla’r;AtZ]Sn g;luzni rmaﬁ;ary (vears) (kg/m?) water (ugAs/L) tAs® sumAs® creatinine  sumAs
crcatininet c,onccntre;tions among (ngAs/L)  (ugAsL)  (g/L) Srlf:i‘isr{igne)
165 married couples
Total (330)
Minimum 20 129 1 3.8 2.0 0.03 28.4
25 percentile 30 18.7 25 55.6 62.0 0.23 177.1
Median 37 20.0 55 118.6 126.1 041 3233
75 percentile 46 22.2 86 200.0 2222 0.61 541.5
Maximum 77 32.0 332 2166.0 2106.5 2.46 3420.1
Male (165)
Minimum 24 14.8 1 13.0 14.9 0.05 28.4
25 percentile 35 18.6 25 63.6 68.3 0.30 149.8
Median 40 19.8 55 1242 129.2 047 278.4
75 percentile 50 21.7 86 202.8 226.6 0.73 4712
) ) Maximum 77 279 332 874.7 1024.9 2.16 2507.3
o e b e 069
Mann-Whitney U test. p < 0.05 Minimum 20 129 1 3.8 2.0 0.03 334
is statistically significant 25 percentile 27 18.7 25 433 48.6 0.18 209.1
# Values are total arsenic Median 33 204 55 109.5 124.0 0.30 369.3
concentrations directly 75 percentile 42 224 86 196.8 214.6 0.52 614.9
bdes’:i’g:r:ycs:ixiﬁons o Maximum 61 320 332 21660  2106.5 246 3420.1
Median <0.001  0.086 0.368 0.582 <0.001 0.001

sum of arsenic compounds

detected in speciation analysis difference (p)

(DRC) mode of operation was set with ammonia (NHs3) as
the reaction gas; the rejection parameter q (RPq) of the
DRC and the flow rate of NH; were optimized and set to
0.5 and 0.3 mL/min, respectively. For total arsenic analy-
sis, urine samples were diluted 10-fold with an aqueous
solution containing 0.5% HNO; (TAMA PURE-AA-10;
Tama Chemicals Co. Ltd., Tokyo, Japan), 0.5 g/L ethyle-
nediaminetetraacetic acid (EDTA) (Titriplex II; Merck,
Darmstadt, Germany), and 0.5 g/L. Triton X-100 (Acros
Organics, Geel, Belgium). Nonspectral matrix effects
observed when DRC was used were confirmed by using
NaCl at m/z = 77 for ArCl monitoring. The detection limit
for arsenic was 0.24 pg/L.

Speciation analysis of urinary arsenic was performed
using HPLC-ICP-MS as described in our previous report
[17]. Although MMA and DMA exist in 2 different valence
states (i.e., trivalent and pentavalent), we did not attempt to
distinguish valence states in this study. This analytical
procedure was validated using certified reference urine for
internal quality control (NIES CRM No. 18 Human Urine;
National Institute for Environmental Studies, Japan) and by
using the external quality assessment program of the
German External Quality Assessment Scheme (Institute of
Occupational Social and Environmental Medicine of the
University of Erlangen, Nuremberg, Germany) as descri-
bed in our previous reports [17, 18].

Sample preparation

Frozen urine samples were thawed to room temperature
and centrifuged at 3000 rpm for 10 min, and the resultant
supernatants were used for analysis. The supernatants were
diluted 10-fold with ultrapure water and analyzed using
HPLC-ICP-MS as described above.

Statistical analysis

Data collected by questionnaire and urine measurements
were analyzed using the SPSS statistical package (PASW
SPSS Statistics 18; IBM Japan, Tokyo, Japan). A correla-
tional analysis among urinary concentrations of arsenic
species was performed with logo-transformed values. The
median difference was tested using the Mann—Whitney
U test.

Results

The distributions of age; body mass index (BMI); urinary
total arsenic (tAs) concentration; the sum of concentra-
tions of all arsenic compounds detected in urine by using
HPLC-ICP-MS, including unidentified arsenic compounds
(sumAs); iAs in drinking water; and urinary creatinine
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concentrations among the 165 couples are shown in Table 1.
Age and urinary creatinine concentration in females were
significantly lower than those in males. Inversely, urinary
sumAs concentration adjusted for creatinine in females was
significantly higher than that in males. Urinary creatinine
concentrations ranged from 0.03 to 2.46 g/L; the medians for
males and females were 0.47 and 0.30 g/L, respectively.
Creatinine values were significantly lower than those of
Western people [19, 20]. Next, we analyzed urinary arsenic
concentrations without adjusting for creatinine. Urinary
sumAs concentrations ranged from 2.0 to 2106.5 pgAs/L; the
distribution was similar for both sexes. There was good linear
agreement between tAs and sumAs: y = 1.07x + 4.55
(where y = sumAs concentration, x = tAs concentration,
r = 0.996).

In speciation analysis, AsIlI, AsV, MMA, and DMA
were detected in urine samples, whereas AsBe, TMAO,
and AsCho, which are generated as a result of seafood
ingestion, were not detected, as shown in Fig. 1. The
medians (range) of AsIll, AsV, MMA, and DMA were
16.8 pugAs/L (7.7-32.3 pugAs/L), 1.8 pg/L (0.5-3.3 ugAs/
L), 13.7 pg/l. (5.6-25.0 pgAs/L), and 88.6 ugAs/L
(47.9-153.4 pgAs/L), respectively. The proportion of each
species as well as the methylation indices, the primary
methylation index (PMI) of MMA/(ASIII + AsV) and the
secondary methylation index (SMI) of DMA/MMA, are
shown in Table 2. The most excreted arsenic compound
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Fig. 1 Chromatograms of a standard solution and urine sample

obtained using HPLC-ICP-MS. The peaks show: a AsV, b MMA,
¢ AsIll, d DMA, e AsBe, f AsCho, and g TMAO
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was DMA, accounting for approximately 70% of the total.
Significant differences were observed between sexes in
the proportions of arsenic species except DMA and
iAs + MMA, and methylation indices. The proportion of
MMA was significantly higher in males than in females;
however, those of AslIII, AsV, and iAs in males were sig-
nificantly lower than those in females. The SMI value was
nearly 10 times greater than that of PMI in both sexes. PMI
values in males were significantly higher than those in
females, whereas SMI values were significantly lower than
those in females.

Urinary arsenic species concentrations were log -
transformed; the relationship between each species is
shown in Fig. 2. All regressions among the 4 species were
significantly positive with Pearson’s correlation coeffi-
cients () ranging from 0.6 to 0.9; the most strongly cor-
related relationship was obtained between log(MMA) and
log(DMA) (Table 3). Moreover, log(iAs + MMA) exhib-
ited significant positive linear relationships both with
log(DMA) and log(sumAs) with r values of 0.92 and 0.96,
respectively (Table 3).

The regression analysis between arsenic in drinking
water and urinary arsenic species is shown in Fig. 3, and
related equations are shown in Table 4. All urinary arsenic
species were well correlated with arsenic in drinking water
with correlation coefficients from 0.50 to 0.61. The rela-
tionship between urinary iAs + MMA concentration with
arsenic in drinking water exhibited the best linearity.
Concentrations of iAs + MMA and sumAs against
50 pgAs/L drinking water were estimated to be 35.4 and
132.7 pgAs/L, respectively.

The effects of iAs concentration in drinking water, BMI,
urinary creatinine concentration, and age on the proportion
of arsenic species and methylation indices were examined.
Table 5 shows clear differences in arsenic effects with
respect to sex. Concentration of iAs in drinking water was
positively correlated with PMI but negatively with SMI;
statistical significance was observed in males and totals but
not in females alone. BMI was negatively correlated with
MMA (%) and PMI, and statistical significance was
observed in females and totals but not in males alone.
Creatinine exhibited no significant effect for either sex.
Age was significantly positively correlated with PMI but
not SMI in both sexes.

Discussion

This study determined the relationships among species of
urinary arsenic in residents drinking arsenic-polluted water.
Distribution and correlation analyses revealed strong cor-
relations between the logio-transformed concentrations of
each arsenic species exceeding 0.8, except regarding the
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Table 2 Proportion of urinary arsenic species and methylation indices among 330 subjects
Proportion (%) Methylation indices
AsIl AsV MMA DMA iAs? iAs + MMA PMI SMI
Total (330)
25 percentile 104 0.9 8.2 68.0 12.0 22.1 0.51 4.95
Median 134 1.5 10.9 73.2 154 267 0.68 6.65
75 percentile 16.5 23 13.9 71.8 18.9 31.7 1.00 9.25
Male (165)
25 percentile 9.9 0.7 9.2 68.3 11.3 21.9 0.63 4.56
Median 12.6 1.2 12.2 73.5 13.9 26.5 0.84 6.03
75 percentile 15.7 1.8 15.2 78.1 17.0 315 1.10 8.41
Female (165)
25 percentile 111 1.2 7.6 67.7 13.0 222 0.46 553
Median 14.6 1.8 10.0 73.0 16.8 26.8 0.59 7.10
75 percentile 17.6 2.7 12.7 717 19.9 32.2 0.77 10.03
Median difference (p) 0.001 <0.001 <0.001 0.912 0.001 0.912 <0.001 0.011

Median difference between males and females tested by Mann—Whitney U test. p < 0.05 is statistically significant

PMI primary methylation index calculated from urinary MMA/iAs, SMI secondary methylation index calculated from urinary DMA/MMA

2 Values are sum of AsIIl and AsV
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Fig. 2 Relationship between each arsenic species present in urine.
a Relationship between AsIII (x) and AsV (y), logy = 0.578
log x — 0.456 (r = 0.654, p < 0.0001). b Relationship between AsIII
(x) and MMA (y), logy=0.923 logx— 0.002 (r= 0.897,
p < 0.0001). ¢ Relationship between iAs (x) and MMA (),
log y = 0.994 log x — 0.151 (r = 0.902, p < 0.0001). d Relationship

relationship between AsV and other species (Fig. 2;
Table 3). Clear correlations were obtained because the
arsenic source of the subjects was considered to be iAs
originating primarily from groundwater. These results were

iAs + MMA fughsil)

sumAs igAsity

between MMA (x) and DMA (y), logy = 0.772 log x + 1.083
(r=0.902, p<0.0001). e Relationship between iAs + MMA
(x) and DMA (y), logy=0.858 logx+ 0.647 (r=0.921,
p < 0.0001). f Relationship between sumAs (x) and iAs + MMA
), log y = 1.038 log x — 0.658 (r = 0.962, p < 0.0001)

confirmed by the following observations: no arsenic
metabolites originating in seafood, including AsBe,
TMAO, and AsCho, were detected using HPLC-ICP-MS
analysis in any urine samples; there was good agreement
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Table 3 Pearson’s correlation coefficient between urinary arsenic species

log(AsIID) log(AsV) log(MMA) log(DMA) log(iAs®) log(iAs + MMA) Iog(sumAsb)

log(AsIII)

r 1.000 0.654 0.897 0.893 0.988 0.972 0.932

p <0.001 <0.001 <0.001 <0.001 <0.001 <0.001
log(AsV)

r 0.654 1.000 0.652 0.618 0.737 0.722 0.664

P <0.001 <0.001 <0.001 <0.001 <0.001 <0.001
log(MMA)

r 0.897 0.652 1.000 0.902 0.902 0.964 0.935

)4 <0.001 <0.001 <0.001 <0.001 <0.001 <0.001
log(DMA)

r 0.893 0.618 0.902 1.000 0.897 0.921 0.992

P <0.001 <0.001 <0.001 <0.001 <0.001 <0.001
log(iAs)

r 0.988 0.737 0.902 0.897 1.000 0.982 0.940

r <0.001 <0.001 <0.001 <0.001 <0.001 <0.001
log(iAs + MMA)

r 0.972 0.722 0.964 0.921 0.982 1.000 0.962

p <0.001 <0.001 <0.001 <0.001 <0.001 <0.001
log(sumAs)

r 0.932 0.664 0.935 0.992 0.940 0.962 1.000

P <0.001 <0.001 <0.001 <0.001 <0.001 <0.001

* Values are sum of AsIIl and AsV

® Values are concentrations of sum of arsenic compounds detected in speciation analysis

between tAs and sumAs; urinary sumAs concentration in
these subjects was significantly correlated with iAs con-
centration of drinking water (Table 4); the subjects did not
eat seafood according to the questionnaire; and there were
no seafood products available in local markets. Buchet
et al. [21] report that iAs biotransformation follows first-
order rate constants and that urinary metabolites have half-
lives ranging from 39 to 59 h. Despite the relatively short
half-lives of iAs metabolites, chronic and constant expo-
sure to iAs exhibits steady states of urinary excretion and
significant linear relationships between urinary arsenic
species. In particular, the very weak correlation between
AsIIT and AsV was due to the presence of many samples
with very low AsV including 106 out of 330 samples that
were lower than the detection limit. Since oxidation and
reduction always occur in AsIIl and AsV [22], and AsIII
can oxidize to AsV during sample transport, storage, and
preparation [23], iAs is represented by the sum of AsIII and
AsV.

Although many studies report arsenic metabolites in the
urine of various populations exposed to iAs-contaminated
water using HG-AAS analysis [24], only 3 performed
urinary arsenic speciation analysis using HPLC-ICP-MS
[14, 15, 25]. Furthermore, the number of subjects in our
study was larger than those of these 3 studies. Table 6
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summarizes the urine of various populations exposed to
iAs-contaminated water using HPLC for separation. Five
reports describe urinary arsenic speciation analysis using
HPLC-HG-AAS [26-30] as shown in Table 6. The pro-
portions of urinary iAs, MMA, and DMA were 11.4-
34.0%, 7.5-26.9%, and 47.7-78.8%, respectively. The
results of this study are similar to those obtained in a
population with 144.7 ngAs/L tAs in West Bengal, India.
The proportions are similar to those among various Asian
peoples but different from those of Mexicans. Methylation
capacity is suggested to differ among ethnicities [24]. The
observed difference between Asians and Mexicans is
also suggested to be the result of an ethnic difference in
methylation capacity.

The correlation coefficient between urinary iAs +
MMA concentration and arsenic levels in drinking water is
slightly stronger than that between other urinary arsenic
species concentrations and arsenic levels in drinking water
(Table 4). Total urinary arsenic is commonly used as a
biomarker of exposure and is positively correlated with iAs
concentration in drinking water in chronically exposed
populations [31, 32]. However, in people that eat seafood,
significant amounts of tAs are excreted in the urine,
including DMA [17, 33, 34]. From the results of the spe-
ciation analysis of arsenic in the urine of 172 Japanese
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Fig. 3 Scatter plots of the relationships between inorganic arsenic
concentrations in drinking water (x) and urinary concentrations (y).
ay=1iAs + MMA, b y = sumAs

Table 4 Equations of regression between logarithm of iAs in
drinking water (log x) and logarithm of urinary As species (log y)

Urinary species  Equations r p value
AsIT logy = 0470 log x + 0.442 0.574 <0.0001
AsV logy = 0358 log x — 0.335 0495 <0.0001
MMA logy = 0.497 log x + 0.308  0.590 <0.0001
DMA log y = 0420 log x + 1.264 0582 <0.0001
iAs® log y = 0.456 log x + 0.530  0.597 <0.0001
iAs + MMA logy = 0474 log x + 0.744 0.611 <0.0001
sumAs® logy = 0432 log x + 1.389 0.602 <0.0001

? Values are sum of AsIII and AsV

® Values are concentrations of sum of arsenic compounds detected in
speciation analysis

subjects without occupational exposure to iAs, the highest
arsenic concentration in urine was for AsBe followed by
DMA,; these 2 species accounted for about 50 and 30% of
tAs, respectively [17, 34]. Among male Italian workers
inhaling AsIIl, the most excreted species was AsBe,
accounting for 34% of the tAs concentration, despite the

presence of non-iAs metabolites [35]. In that report, the
coefficient of determination between iAs in the air and
species present in urine were highest for the sum of iAs,
MMA, and DMA (+* = 0.75) and MMA (/* = 0.75), but
lowest for DMA (r2 = 0.53) [35]. These results clearly
show the effects of seafood ingestion on urinary DMA.
However, that group did not examine the relationship
between iAs in the air and urinary iAs 4+ MMA concen-
tration; instead, they determined the correlation between
iAs in the air and urine, and determined that this factor is
nearly the same as that between iAs in the air and urinary
MMA. Thus, in addition to urinary sumAs concentration,
urinary iAs + MMA concentration is a good indicator of
iAs exposure. Recently, consumption of seafood has been
increasing worldwide. Therefore, the Deutsche Fors-
chungsgemeinschaft (DFG) recommends that only the
inorganic arsenic fraction should be determined as the
biological tolerance value for iAs exposure in the future
[36].

In Fig. 3, urinary iAs + MMA and sumAs concentra-
tions in urine were estimated to be 35.4 and 132.7 pgAs/L,
respectively, at 50 pgAs/L of iAs in drinking water. The
level is the Bangladeshi standard of iAs in drinking water.
Although we did not determine the water intake of the
subjects, the average amount of water intake and urinary
volume in Bangladeshi adults is reported to be 4 and 2 L/
day, respectively [14]. If a subject drinks 4 L water con-
taining 50 pugAs/L, the urinary sumAs concentration would
be 70 pgAs/L based on 2 L urine and a 70% excretion rate.
However, our results show a nearly 2-fold higher value
than this estimation. Since iAs-contaminated groundwater
is used extensively to irrigate grains and vegetables, in
addition to water, food is also contaminated by iAs in
Bangladesh [37—40]. The tAs concentration of Bangladesh
rice grains ranges from <0.04 to 1.83 pg/g, and the content
of 1As in rice and vegetables is reported to be 87 and 96%
of tAs, respectively [37, 40]. It is estimated that an adult
Bangladeshi man consumes an average of 1500 g cooked
rice per day, which contains approximately 435 g raw rice
and at least 1 L. water [41]. Meharg and Rahman [37]
report that, at 0.5 pgAs/g grain, arsenic contributes to 51%
of the dietary arsenic intake for those ingesting 2 L of
0.1 mgAs/L drinking water and 0.42 kg of raw rice. Thus,
ingestion of rice is a major source of arsenic exposure in
Bangladesh.

For assessing human exposure to arsenic, biomonitoring
is a useful tool. Urine is the most frequently used biological
medium, and speciating arsenic is important for identifying
possible factors that contribute to urinary arsenic levels [42].
Arsenic in hair or fingernail can be a biomarker of long-term
arsenic exposure, because inorganic arsenic can bind to
sulfhydryl groups in keratin and other proteins in the human
body. Limitations of hair or nail monitoring include (1)
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Table 5 Effects of BMI,

urinary creatinine concentration, Item Pearson’s correlation coefficient (r) and probability value (p)
and age on proportion of urinary iAs® (%) MMA (%) DMA (%) PMI SMI
arsenic species and methylation
indices among 330 subjects Total (330)
log(drinking water)
r 0.070 0.210 —0.159 0.118 —-0.171
p 0.203 0.000 0.004 0.033 0.002
BMI
r 0.087 —0.142 0.004- —-0.162 0.044
p 0.117 0.010 0.942 0.003 0.424
Creatinine /
r -0.112 —-0.002 0.084 0.037 —0.004
p 0.043 0.971 0.126 0.499 0.948
Age
r —0.233 0.162 0.093 0.338 —-0.059
p 0.000 0.003 0.093 0.000 0.284
Male (165)
log(drinking water)
r 0.115 0.315 —0.249 0.196 -0.192
p 0.142 0.000 0.001 0.011 0.013
BMI
r 0.010 -0.075 0.028 -0.110 0.013
p 0.896 0.338 0.718 0.158 0.873
Creatinine
r —0.055 —0.042 0.053 —0.016 0.008
P 0.487 0.590 0.497 0.836 0915
Age
r —0.147 0.061 0.055 0.235 —0.066
D 0.059 0435 0.483 0.002 0.399
Female (165)
log(drinking water)
r 0.043 0.098 —0.080 0.038 —0.148
p 0.582 0.211 0.305 0.627 0.058
BMI
r 0.095 —0.164 —0.009 -0.159 0.056
p 0.225 0.036 0.913 0.042 0.471
) o Creatinine
o fgﬁ?ﬁﬁfgf&ﬁf/x r ~0.101 ~0.051 0.106 ~0.009 0.018
iAs, SMI secondary methylation p 0.198 0.512 0.176 0.906 0.819
index calculated from urinary Age
DMA/MMA r ~0.210 0.104 0.127 0.294 0.030
;;(Ial“‘"s are sum of AsIl and p 0.007 0.185 0.105 0.000 0.698

potential for external contamination, (2) absence of stan-
dardized analytical methods, and (3) absence of a well-
defined reference range [42]. Therefore, to assess human
exposure to iAs, it is essential to determine the arsenic spe-
ciation in urine.

In this study, iAs concentration in drinking water ranged
from 0.5 to 332 ug/L, and approximately 86% of residents
drank water with iAs concentration exceeding the World

_@ Springer

Health Organization (WHO) reference value of 10 pg/L.
Nearly 50% of the population drank water with iAs con-
centration exceeding 50 pg/L of the Bangladeshi standard
(Table 1). This distribution of iAs concentration in drink-
ing water is correlated with that of a large population study
in Bangladesh (HEALS); the HEALS study aimed to
clarify the health effects of arsenic exposure at low to
moderate levels (100-300 pg/L) [43]. Arsenic methylation
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Table 6 Urinary arsenic values of various population groups exposed to iAs-contaminated water using HPLC for separation

Study area Analytical N Male Mean age Urinary arsenic iAs in well water Reference
method (%) (range), - N P (pgAs/L) or iAs
years iAs (%) MMA (%) DMA (%) Others® (%) sumAs~ (units) intake (pgAs/day)
Bangladesh
Pabna HPLC-ICP-MS 330 50.0 37 (20-77) Median  15.0 113 73.7 0.0 126.1 (ugAs/L) 55 pgAs/L This study
Mean 15.7 12.4 71.8 0.1 187.7 (pgAs/L)
Madaripur HPLC-ICP-MS 24 458 32 (13-70) Mean 18.5 172 64.3 - 484.1 (ugAs/L)® 3725 pgAs/L [14]
Pabna HPLC-HG-AAS 595 603  33.7 Mean 12.8 14.9 73.8 - 51.79 (ugAs/L)®  38.0 pugAs/L [29]
592 60.3 339 Mean 12.9 13.8 724 - 147.69 (ugAs/L) 174.0 pgAs/L
Pabna HPLC-HG-AAS 195 423 33.4 (15=77) Median 12.6 8.5 78.8 - 30.2 (ugAs/L)° 12.5 ugAs/L [30]
India
West Bengal HPLC-ICP-MS 9 500 29.1 (8-75) Mean 11.4 17.4 71.1 - 36.7 (ugAs/L)°  2.58 ugAs/L [25]
52 55.8 20.2 (3-55) Mean 172 10.7 72.1 - 144.7 (ugAs/L) 6.1 and 25.8 pgAs/L
28 500 23.9 (5—60) Mean 34.0 10.5 55.9 - 243.3 (ngAs/L) 36.0 pgAs/L
Taiwan
Northeast coast HPLC-HG-AAS 51 412 Male 59.1, Mean 11.7 31.5 56.8 - 113.8 (ugAs/L)°  0-50.0 pugAs/L [26]
32 438 female 56.6  Mean 109 242 64.9 - 133.4 (ugAs/L)  50.1-299.9 pgAs/L
32 406 Mean 12.9 22.1 65.0 - 306.5 (ugAs/L)  300-3000 pgAs/L
Southwestern HPLC-HG-AAS 26 538 63.4 Mean 13.1 16.4 70.5 - 54.5 (ugAs/L)® - [28]
26 Mean 114 14.6 73.9 - 56.9 (ugAs/L) -
Mexico
Santa Ana, Coahuila HPLC-HG-AAS 35 - (22—60) Mean 30.6 11.3 54.1 - 543.8 (pgAs/g 415 pgAs/L 271
creatinine)®
Cocorit HPLC-ICP-MS 10 0 36.8 (18—53) Mean 16.4 15.0 67.1 - 28.0 (ugAs/L)°  23.0 pgAs/day [15]
Col.Allende 10 0 37.1 (22—-73) Mean 229 715 47.7 - 30.8 (ugAs/L) 14.9 pgAs/day
Pueblo Yaqui 9 333 29.9(18-58) Mean 254 9.3 55.6 - 31.1 (pgAs/L) 11.9 pgAs/day
Esperanza 14 214  402(19-59) Mean 24.1 9.7 53.1 - 65.1 (ugAs/L)  65.5 pgAs/day

— values not described

2 Values are concentrations of sum of arsenic compounds except inorganic arsenic, MMA, and DMA

® Values are sum of concentrations of all arsenic compounds detected in urine by speciation analysis

¢ Values are sum of concentrations of inorganic arsenic, MMA, and DMA

4 Value is total arsenic concentration directly determined by ICP-MS
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capacity is reported to be a risk factor for arsenic-related
toxicity because PMMA is most strongly associated with
an increased risk of arsenic-induced skin lesions [23, 32].
In our study, iAs in drinking water was significantly pos-
itively correlated with the proportions of MMA and PMI,
but significantly negatively correlated with the proportions
of DMA and SMI in males. However, these correlations
were not significant in females (Table 5). These results are
concordant with those of previous reports in which PMI
was elevated and SMI was depressed in males with high
tAs; furthermore, these are related to skin lesions [16, 23,
27, 28, 44]. A significant positive correlation between age
and PMI in both males and females in our study is con~
sistent with the results of a report in which older people
were more likely to be affected by arsenic exposure [45]. It
is reported that urinary creatinine is a predictor of arsenic
methylation and higher urinary creatinine concentrations
are associated with a reduced risk of skin lesions [23, 46, 47].
Although our subjects exhibited a very wide range of uri-
nary creatinine concentrations, neither PMI nor SMI were
associated with urinary creatinine concentrations. Urinary
creatinine concentrations were strongly correlated with
muscle mass and were affected by red meat intake [20].
There was no correlation between urinary creatinine and
BMI among our 330 subjects. Tseng et al. [44] report that
BMI is positively correlated with DMA and negatively
correlated with MMA. Our results show that BMI is sig-
nificantly negatively correlated with both MMA (%) and
PMI. This result supports the hypothesis that lower BMI is
related to the risk of developing skin lesions [45].

The HEALS study included more than 20000 men and
women. Chen et al. [32] report that there is little intra-
subject variability regarding urinary arsenic metabolite
profiles, thus justifying the use of single measurements in
epidemiologic studies. In addition, Kile et al. [30] report
that, although urinary arsenic ratios are poorly reproduc-
ible, urinary arsenic concentrations are fairly reproducible
according to the results of longitudinal studies conducted in
Bangladesh. Thus, our results apply to residents drinking
water with low to moderate levels of arsenic contamination
in Bangladesh. Moreover, because seafood ingestion does
not affect urinary iAs + MMA concentrations, urinary
iAs + MMA concentration is the best indicator of iAs
exposure not only in Bangladesh, but for all populations
exposed to iAs.

Conclusions
In 330 subjects continuously exposed to iAs who did not
ingest seafood, strong correlations and linear regressions

among urinary Aslll, AsV, MMA, and DMA were
observed over a wide range of concentrations. All urinary

) Springer

species were well correlated with iAs in drinking water,
and the most significant linear relationship was obtained
between iAs in drinking water and urinary iAs + MMA
concentration. Thus, urinary iAs + MMA concentration is
a useful biomarker for assessing chronic iAs exposure.
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B) AIEEDFFEERICXY 2 EHER
B<DAEEDHFE SN SEANICME T
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24 = (BERX4R) &UT

O FAREBEOEREEICNT oRERE

FEFATERICDOVT, BEOEUHES

CEICERRTAREUCAEEN) Z58
5L, FHEAVE() [T HRERE
SD(1) ZXK&fco RWVWT AVE(1) £2
SD ZiBX DAIEEZESEL UTERMN L,

AVE(1) +2SD QEERNICHDEITEEN
(@) ITLD, BSHTFYEGHRE S
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U, AEBICHTDFHMMmICELTD SD(2)
EUTe. B, £ 25 E(FR23EE) %
BEEEREEEEEICDIT D2SINiER
(435E:%) hoXKHEEEFHREBE(NA), n
(2) [CHWT DFHE(AVE(D), AVE(R)
(FERREE)) SE£ERFZEGD), SD@)
ERIICRU.
® AEBICHT DM

BIEEICHT D5HiF, [TBRUERR
BlREZHERFSEDOHDDMED | (ThE
WV, EEBEDSD W1, 2, 3BICREL.
KEE (OF1) cEBE (O13) O
(L U T I HEEEREENrIEE 2N
FRHEEAERTEL, TRE (OF2) oxy
[T UTIFERBEREDE 10% &V DERE
HFEREHEHE Ulc, B8, REERMEBOHF
BENDEESHEZOERMODBERER
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EATESHIRIC DT D DRBEDF S (G
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XR3 EESIMHS (A3 1) HSROEFHAROFEE GERBE) NUBERE
B H Bl A2 Erale] S 4 B a6

n (1) 42 42 42 42 a2 42
AVE (1) 5.9 8.9 15.2 20.5 413 43.3

Pb-5 SD (1) 0.25 0.28 0.32 0.50 0.94 1.16
n (2) 39 41 40 39 39 39
AVE (2) 6.8 8.9 15.2 20.5 414 434
SD (2) 0.19 0.25 0.29 0.42 0.77 0.90
n (1) 42 42 42 42 42 42
AVE (1) 2.6 4.6 7.3 7.6 10.3 11.3

ALA-U SD (1) 0.09 0.13 0.19 0.20 0.29 0.33
n (2) 42 40 47 39 40 4]
AVE (2) 2.6 4.6 7.3 7.6 10.3 11.3
SD (2) 0.09 0.10 0.16 0.13 0.23 0.28
n (1) 42 42 42 42 4P 42
AVE (1) 0.49 0.84 1.19 1.76 2.45 251

HA-U sD (1) 0.01 0.01 0.03 0.03 0.05 0.06
n (2) 40 40 39 40 38 39
AVE (2) 0.49 0.84 1.19 1.76 2.45 251
SD (2) 0.01 0.01 0.01 0.03 0.03 0.03
n (1) 42 42 42 42 42 42
AVE (1) 0.26 0.44 0.81 0.93 1.52 1.68

MHA-U SD (1) 0.03 0.03 0.03 0.13 0.04 0.14
n (2) 47 47 40 41 39 417
AVE (2) 0.25 0.45 0.81 0.91 152 1.71
SD (2) 0.01 0.01 0.01 0.03 0.02 0.04
n (1) 41 47 41 41 41 41
AVE (1) 115 55.2 100.3 192.9 2417 323.4

TTC-U sSD (1) 0.49 23] 217 5.58 5.94 9.19
n (2) 39 40 36 39 41 40
AVE (2) 11.6 55.4 100.7 193.9 241.7 324.0
SD (2) 0.42 218 1.25 3.24 5.94 38.68
n (1) 39 39 39 39 39 39
AVE (1) 3.3 21.8 43.4 59.6 89.8 115.8

TOAU SD (1) 0.14 0.65 1.78 1.41 2.8]1 3.47
n (2) 39 38 39 36 39 39
AVE (2) 3.3 21.7 43.4 59.9 89.8 115.8
SD (2) 0.14 0.49 1.78 0.95 28] 3.47
n (1) 42 42 42 42 42 42
AVE (1) 0.15 0.25 0.46 0.76 1.02 1.23

MA-U SD (1) 0.01 0.01 0.01 0.01 0.02 0.03
n (2) 47 40 40 39 42 40
AVE (2) 0.15 0.25 0.46 0.78 1.02 1.23
SD (2) 0.01 0.01 0.01 0.01 0.02 0.02
n (1) 42 42 42 42 42 42
AVE (1) 1.3 15 22 27 5.1 5.3

HD-U SD (1) 0.10 0.10 0.13 0.15 0.19 0.16
n (2) 41 41 4] 42 47 47
AVE (2) 1.3 15 2.2 2.7 5.1 5.3
SD (2) 0.09 0.09 0.12 0.15 0.18 0.15
n (1) 40
AVE (1) 19.8
SD (1) 0.76

N-MFA-U - 75y 39
AVE (2) 19.8
SD (2) 0.72

n (1) &E5HHY

AVE (1) n (1) ICKRDEBTERE
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SD (1) :n (1) ICRDEEERE
n (2) EBEERUCESHE AVE (2) 1n (2) [CLDERIEEE  SD (2) 1n (2) [LkDiEkREE




x4 EERIFEBIRERDOFHEREICHIE Y DIREEE

5 B mE B 1o B2 B3 EHE-4 i -b A -6
HAEEE| 6.8ug/dL 8.9ug/dL 15.2ug/dL | 205ug/dl | 41.4ug/dl | 43.4ug/dL
A +20ug/dl | +20ueg/dl | £20ueg/dl |£2.05ug/dL| £4.0ug/dl | 4.0 ug/dL
Pb-B BIA A A B B A
Le/dll 3m +30pug/dl | £3.0ug/dl | £3.0ug/dL |£3.08ug/dL| £6.0ug/dl | 6.0 ug/dL
BIA BIR BIA LI B A
om +40pg/dl | £40pug/dl | £40pug/dl |£4.10ug/dL) £8.0ug/dl | £8.0ug/dL
LI LA I PIA BN LA
HELBE| 2.6mg/L 4.6me/L 7.3mg/L 7.6mg/L 10.3mg/L 11.3mg/L
A +0.5mg/L | £0.5mg/L | £0.73meg/L | £0.76mg/L | £1.0mg/L *=1.0mg/L
ALA-U D BIA LI LA LI LA
me/L| 34 +0.75mg/L | £0.75mg/L | £1.10mg/L | £1.14mg/L | £1.Bmg/L +1.5mg/L
B PR BIA LI B A
o= +1.0mg/L +1.0mg/L | £1.46mg/L | +1.52meg/L | £2.0mg/L +=2.0mg/L
B B PR BN BN R
HEEE 049g/L 0.84g/L 1.19g/L 1.76g/L 2.45g/L 251g/L
45 +0.1g/L +0.1g/L +0.128/L +0.18g/L +0.25g/L +0.25g/L
HA-U LI LI LA B B B
o/L| 3= +0.15g/L +0.158/L +0.18g/L +0.268/L +0.37g/L | £0.375g/L
Bl BN I LI B IR
o +0.2g/L +0.2g/L +0.24g/L +0.35g/L +0.49g/L +0.5g/L
I B . R LI BIA DN
HAEBEE]  0.2bg/L 0.45g/L 0.81g/L 091g/L 1.528/L 1.718/L
A5 +0.05g/L +0.058/L +0.08g/L +0.09g/L +0.15g/L +0.15g/L
MHA-U PIA I B LI PR IR
Ll 3 +0.075g/L | £0.075g/L | £0.12g/L +0.14g/L | £0.225g/L | £0.225g/L
B B LI BN A A
5 +0.1g/L +0.1g/L +0.168/L +0.18g/L +0.3g/L +0.3g/L
LI B BIA B B D
HELBE] 11.6me/L 554meg/L | 100.7mg/L | 193.9me/L | 241.7mg/L | 324.0mg/L
4 +5.0mg/L | £5.54mg/L |+£10.07mg/L|£19.39mg/L|+£24.17mg/L| £30.0mg/L
TTC-U BN BIA BIA IR LA U]
me/L| 3 +7.5mg/L | £8.30meg/L |£15.11me/L|£29.09mg/L|+£36.26mg/L| £45.0mg/L
LA LA LA B B PR
5 +10.0mg/L |£11.07mg/L|+£20.15mg/L|£38.79mg/L|+£48.34mg/L| =60.0mg/L
I LI IR LI PN I
HEGEE|  3.3mg/L 21.7mg/L 43.4mg/L 538.9mg/L 89.8meg/L | 115.8mg/L
A +3.0mg/L +3.0meg/L | £4.34mg/L | £5.99mg/L | £8.98mg/L | £10.0mg/L
TCA-U A P BIA LI LI LI
me/L| 3m +4.5mg/L +45mg/L | £8.51mg/L | £8.99mg/L |£13.48mg/L| £15.0mg/L
A LIA A A BIA A
o +6.0mg/L +68.0mg/L | +8.68mg/L |£11.98mg/L|£17.97mg/L| £20.0mg/L
LA PR LI BIR D B
SHEBEE| 0.1bg/L 0.25g/L 0.46g/L 0.76g/L 1.02g/L 1.23g/L
45 +0.03g/L +0.03g/L +0.05g/L +0.08g/L +0.7g/L +0.1g/L
MA-U LA BIA DU LI BIA BRI
o/L| 3m +0.045g/L | £0.045g/L | £0.07g/L +0.11g/L +0.156g/L +0.15g/L
LA D A BIA B BN
o +0.06g/L +0.06g/L +0.098/L +0.15g/L +0.2g/L +0.2g/L
A BIA B AR BIA B
HEEE| 1.3mg/L 1.5mg/L 2.2mg/L 2.7mg/L 5.1mg/L 5.3mg/L
4 +0.2me/L +0.2meg/L | £0.22mg/L | £0.27mg/L | +£0.B5mg/L +0.5mg/L
HD-U I A B BIN BIA IR
me/L| 3m +0.3mg/L +0.3mg/L | £0.32mg/L | £0.41mg/L | £0.75me/L | £0.76mg/L
LI LA B LIA BA A
o= +0.4mg/L +04mg/L | £0.43mg/L | £0.55mg/L | £1.0mg/L +1.0meg/L
BIA BIA BN B AR B

IR BRI TIFHE Tz,

— 1156 —




26 RilR) CETEFEFHEDC 0 6 ERDOFHI
mOUNEF 24 RiBR) Z&E UTc 50 R
Z, 100 sUEmICRE Ufz, ©5(C, mAdn
ERFPTIVI T =/ U T VEEOFHERDFE
EiY, BRARINCEYOFMROFEZE
BIHEUTERHL, P aranTs
ZRTY (MER) UMk

4., BEESiEsE0
EMiFSERIC DT

FEEEE S BIERIC B CRIEZTTDEWNIER
(DWW, BERAEZRET DI EBIERIAE
fERZEEVNEDE, TOEZETAESELT
HEZLCHO e, £IT, ZEESNEHE
fEEE DFHIHERIC DT ER & 8T,

NEBTERNDERFERIFKR T (LRI EHD
B87%RI&RTHD, ZARLSLEBEHNEVREIR
B®D HA-U, MHA-U 8&0 HD-U (95.1%)
(F87.7% ZFERDERBHEWTICA-UT
86.6% Cdholc. —/, BRERREUDLU
B ERFIRFRECENED L TVD,

1) SZFEHEBhESS:

HIEEOZFMRBIER 1 IIRTEHBDTH
D, INSHNEREERD D5 6 s CRIEDIR
BHD 85%LL LZRFT LTS,

2) ZECHEBIERR DRIEHEER

REEDOFERBE AN UehsRE 43 iR T
Dd. IH, BESM A3 MEERDF(CIFEED
—ERICDVVTBZEFE U CLDERNZENTD
D, IEERIFHIOBRAERRHDRKR 42
fEER ETE D TS, SIIFEER DRSEZRIER
mMRE UTERSEE (Xi — AVE(1)) /AVE(D)
DHTERLIEBDZR 1 DO~®ICRUTC.
ROFHERIEBEZREVCEAERE (n(1)
DFEE (AVE(])) TE30%ZBA B

X TxRRUTE,
3) SZEEYIERAEER DFHEHER

NEBZEE D DRI B HEER BN O A BB EER D
FHERERIEIREBRURBICRTEBDTH
Do

5. AERZERFHESE RICDWT

SEDOERBETIFROAEITAFANST
TWz, Pb—BCDWTlEefEREB® T L —
LUZARFREEZHFRULTHED, ALA-UI(C
DWCIEHEA—REEZHERLTLHDR 4
EsR, OREERIIREIOY IS TETH >
fzo &z, HA-U, MHA-U, MA-UI[ZDWT
G2 RE IO NI T TEZFERLTL
%o TTC-U, TCA-UI[CDWTHKREBDHE
HoON NI STET, WL EEN 3R,
GC-MS AN 2Es& T olc. Ffz, HD-U
[COWVWTIFAHRZOY SIS TEN 27 e,
GC-MS AN 15 fEsk T ofe GFillE, Tk
23 FEHBHEREREEERERRRES
31p~33p Z&R|ENTEW). &H, BEA
FRICRHEEHERICEREDRONEVLC &
ho®RADRESHHEICEU CFHE LT,

6. FHm#ER

1) 5\EREFThERRDIER C & DOFHE
REEHEBZEELIERICBITDFEEDFHAR
A & DEEREZER 5 (TR Uz, 5, AL
DOEERPFHIERDEVERORERICT & 1
X NEFFR 23 FEREEICEHZE L
TWDDTEREBULZL,
2) BEFHE
PRI FELDEEENRET DFHEE
EREREEEREERIRARTOI LT
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(%)

s (Pb—B) (SInsBa%: 42 ) (%) RPFNETI/LT Y BEE (ALA-U) (SMB3%k: 42
30 30
20 20
10 10
@ Kl
0 g § g & 0 2 g % é g
8 v U o L g |
-10 ~10 o -
-20 -20
-30 -30
i1 HEe2  FHe B4 HEs  HHe 1 HMez  HHs HE4  Hus  HHe
FH 69 8.9 15.2 20.5 41.3 43.3 Ty 2.6 4.6 7.3 7.6 10.3 11.3
SD  0.25 0.28 0.32 0.50 0.94 1.16 sSD 0.09 0.13 0.19 0.20 0.29 0.33
BAE 7.6 9.7 15.9 21.7 43.0 46.7 BRE 2.7 5.0 7.7 8.2 11.0 12.0
EB/AME 63 8.5 14.5 19.4 39.0 40.6 FohME 2.4 4.2 6.6 7.0 9.3 10.2
(%) RPEREE (HA-U) (SR 42 ) (%) R AFOVEREEE (MHA-U) ( ZhHeRa%L: 42
30 X x
30
20
" 20
§ i op——t—2—"A 2
0 o :
3 6 ’ g i : o ° 8 g f §_~
2
-1o 10 2 § @ ° ®
-20
-20
-30 . .
HEt1 HEe  HEs  HiBe HEs  Hue 30 sl REe2  RES  BE4  HHs  HHe
B 0.49 0.84 1.19 1.76 2.45 2.51 o 0.26 0.44 0.81 0.93 1.52 1.68
SD  0.01 0.01 0.03 0.03 0.05 0.06 SD  0.03 0.03 0.03 0.13 0.04 0.14
BAE 052 0.88 1.26 1.84 2.60 2.72 R 0.45 0.50 0.92 1.72 1.68 1.82
BAME 046 0.78 1.08 1.65 2.26 2.34 B/AME 0.23 0.25 0.75 0.84 1.41 0.81
¥30%HLUE~B0%EBACVABEIX[ X INKRFRSHTLET,
(%) R R (TTC-U) (BIERE: 41 ) (%) RN 7o)V EREER (TCA-U) ( ZInEERIEL: 39
30 30
20 20
10 : : 10 2
g g é g
0 ~ 0
— g —
-10 & 6 5 -10
-20 -20
~30 ~30
1 sl HH3  HH4 H¥s  Hpe i Bz HHs B4 #ps  Hie
EHy 115 55.2 100.3 1929 2417 323.4 EYy 33 21.8 43.4 59.6 89.8 115.8
SD 049 2.31 2.17 5,58 5.94 9.19 SD 0.14 0.65 1.78 1.41 2.81 3.47
BRE 123 58.7 1049  199.7 2524 340.8 FRE 3.6 24.4 46.5 62.0 94.9 121.6
BME 103 49.9 94.4 167.7  229.9 302.5 BAME 3.0 20.7 40.1 55.0 85.1 108.9
(%) R T L ERE (MA-U) ( BIERa%: 42 ) (9%) R, 5-~FF U & (HD-U) (ZI%BIE: 42 )
30 30
20 20
@
10 ° ® @ 10 2 @ > 5
@ @ ®
0 . 4 g @ % 7] o i @ e K 2
” e & o g ] ) @ @ ]
-10 ki 5 & -10 & @. Z g
2
-20 ~20
® [
-30 -30
HE1 o Hue  HBs  Hi4  HEs  Hye st EEe  HHs HEae  BMs Hie
T 015 0.25 0.46 0.76 1.02 1.23 w13 1.5 2.2 2.7 5.1 5.3
SD 0.01 0.01 0.01 0.01 0.02 0.03 SD 0.0 0.10 0.13 0.15 0.19 0.16
FXRE 017 0.29 0.51 0.80 1.06 1.35 EAE 15 1.7 2.4 3.0 5.5 5.7
BME 012 0.22 0.42 0.74 0.99 1.16 BME 10 1.2 1.8 2.4 4.6 5.0

#30%HLUE~30%EBATVAEE ] X INRFSh TOET,

B
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x5 HEREETHEER DFHM =R HERREY

il Pb-B ALA-U HA-U MHA-U
100~85 306 100.0% 306, 100.0% 308( 100.0% 308| 100.0%
85~70 0 0.0% 0 0.0% 0 0.0% 0 0.0%
70~60 0 0.0% 0 0.0% 0 . 00% 0 0.0%
59~0 0 0.0% 0 0.0% 0 0.0% 0 0.0%
SR TTC-U TCA-U MA-U HD-U
100~85 3068| 100.0% 304 100.0% 305 99.7% 307 99.7%
85~70 O 0.0% 0 0.0% 0 0.0% 1 0.0%
70~60 0 0.0% 0 0.0% 0 0.0% 0 0.0%
59~0 0 0.0% 0 0.0% 1 0.3% 0 0.3%

&6 EBINMEROBSET

MRICKDTVI—E

[Ry =)
Svp T 23 FE 22 FE T 21 £
SHIEEYR W (%) | 2SMHEEY  HE () | £2NERER R (0
A
FHE&EET=D 351 100.0 347 99.7 334 88.6
M 85 =)
B
FHEAEFT RO 0 0.0 1 0.3 2 0.6
70 =Lk 85 sRm)
C
FHEEE ROFIN 0 0.0 0 0.0 0 0.0
60 RELE 70 ssim)
D
GHB&ESt RO 0 0.0 0 0.0 5 1.5
N 60 mRE)

D, FHMAGEETROFAN 85 ML EDFHHEX S
Z [FHMA L, 70 R L85 mkimz [F1M
Bl 80xRMEY70=KEZ [ C L, 60
mAme [FHED] & Ufce ZULT, [FHMA L
(& &, [FHMEB. Cl & [R] &FRLT=
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HBEFHMOOE S > U DisR#MZERS (LR U
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Izo
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= (PR 22 FE 348 5%) Tholce TD
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O, EEEBODIFBEEES T2 (TTE
ATVDEHIT &

JZig, #EEFHmntATH o TH, BIEERIIC
HdHE, ALA MHA, MA, HD Tl BEH,
CEHmDIEERNWN < Dhe D, FIBERIFHED
BEWVIEERICBEWVTIE, BAROBREREDIERTT
& WA RRBEFEDDTSRADEERN
WNETHDHEBRAD.

ZEH HD-U AEsHCEairisn o 0Ox b
FATICREZS A DUREMDH S 2- 7 &F)U

mween
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7oV Img/LiRflEanTWhien, HD-U
DFHERIFEZES R 42 ek 39 s
H8b R ETH oz,
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70 ki), D (60 mskim) TRRTDI &
[CUTz.
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C: EilimICRFEIREICT BHfcd, —BD
8777 LTI UL,
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FHZEEZ DNEND DS, ZEERTIEZFD
#Fmt, 2TDEET 90 ZUEFE->TIEL
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B, BE=A, FEBEVEECLDHEDE
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RBICHET DEDBRIICIDBEONEHEET
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EUTEMT D EZRET D,
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